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+ AAV-Cre and control 5 month-old male mice (Cre-mediated recombination removes exon 9 and causes a frame shift mutation that destabilizes the protein). (C) Representative IPwestern of CBP and p300 using liver nuclear extracts prepared after a 16 hour fast of 6-9 month old wild type (no AAV-Cre injection) or CBP flox/flox female mice tail vein injected with 2.5-5x10 10 gc AAV-Cre seven days prior. Immunoprecipitation of liver nuclear extracts using pooled rabbit antisera raised against the N-and C-termini of CBP and p300. Western blot performed with mouse monoclonal antibodies specific for CBP or p300. All CBP flox/flox mice had comparable floxed gene recombination in the liver as determined by IP-western of liver extracts or semi-quantitative PCR of genomic DNA. Blood glucose in 6-9 month-old female (2.5-5x10 10 gc AAV-Cre) (D) and 2-3 month-old male (2.5x10 10 gc AAV-Cre) (E) mice after 16-hour overnight fast (P>0.05), seven days after AAV-Cre injection. (F) Glucose tolerance test (GTT) and (G) area under the curve analysis of GTT data using 5 month-old male mice. (H) Insulin tolerance test (ITT) and (I) area under the curve analysis of ITT data using 5 month-old male mice. qRT-PCR analysis of gluconeogenic gene mRNA in liver from 6-9 month female (J-L) and 2-3 month male (M-O) mice after 16 hour overnight fast. Gene expression normalized to Actb expression and lowest expression value in each graph set to 1, N=5 (females) or N=6 (males); mean +/-SEM, P>0.05, two-tailed t test. N.S., not significant. (P) Relative levels of CBP and p300 mRNA in WT mouse liver; qRT-PCR using primers to exon 2 and 3 for CBP and p300, normalized to Actb; N=10, P>0.05, t test. (Q) Affymetrix expression microarray analysis provides an estimate of CBP and p300 mRNA relative abundance in different tissues from 10-12 week old C57BL/6 mice; mean +/-SEM, N=3 biological replicates. Data is from the NCBI GEO Profile GDS3142 for Crebbp probe set 1436983_at, and Ep300 probe set 1434765_at (Thorrez L . CITED2 is not shown for clarity. Image was generated using the Protein Workshop tool available via the Protein Data Bank and shows the four helices, the three zinc ions (gray spheres) and Ser436 at the end of the extended helix four (red in color). The CH1 deletion mutation (not shown) used in this study results in complete removal of the first two helices (colored blue and green). The deletion also results in loss of five of the twelve cysteine and histidine residues (not shown) critical for binding two of the three zinc ions. (B). Blood glucose after 16 hour overnight fast of 8-10 month-old CBP ΔCH1/ΔCH1 male mice (P>0.05). qRT-PCR of gluconeogenic gene mRNA in liver (C-E) after 16 hour overnight fast. Gene expression normalized to Actb expression and lowest expression value in each graph set to 1; N=9 (WT), N=5 (p300 mutants), N=7 (CBP mutants); mean indicated; one way ANOVA with Tukey post test. P values shown for CBP mutants versus WT mice. N.S, not significant. and p300
ΔCH1/ΔCH1
mice, heterozygotes, and WT controls at the indicated ages (at least 7 mice per genotype). Asterisks above the WT trend line indicate statistical difference between WT and heterozygous mice, whereas, those below indicate differences between WT and homozygous mutant mice; *P < 0.05; **P < 0.01 and ***P < 0.001. (F) BAT weights in female wild type, CBP
and CBP
mice culled at 10-12 months of age. (G) BAT normalized as a percentage of total body weight for same female mice; N = 7, 4 and 6 mice respectively *P < 0.05; **P < 0.01; Mean +/-SEM. et al. 2005; Brivet et al. 1995) . DNA extracted from remaining sample. Test samples were equilibrated overnight at room temperature with unlabelled water, which was measured for 3 H 2 O counts released from [ 3 H]-palmitate. FA oxidation determined by subtracting average counts for + etoxomir and then normalized to (G) total WAT tissue weight (mg) and (H) nuclear DNA as determined by real-time qPCR using primers ~20kb upstream of the Pfkfb3 TSS (N=1-2 mice for FA oxidation assay). 1% NP-40 in TBS, followed by 50 mM HEPES pH 7.9 (buffers contained protease inhibitors and beta-glycerophosphate). HepG2 cells were serum starved (0.1% FBS) overnight before treatment with 100 nM insulin for 15 min as indicated. The band(s) that corresponds to CBP (if any) are uncertain but no high MW bands were dependent on PKC iota or altered by insulin. Autophosphorylated PKC iota and IP antibodies indicated (normal rabbit serum, NRS). (B) CBP immunoprecipitated from fasted mouse liver nuclear extract is not detectably phosphorylated in vitro by recombinant PKC iota. SDS PAGE autoradiogram (five day exposure) following a kinase assay using 25 μM [ 33 P]-ATP, 0.1 μg PKC iota (as indicated) and immunoprecipitates washed with 0.1% NP-40 in TBS (NTBS), followed by 50 mM HEPES pH 7.9 (buffers contained protease inhibitors and beta-glycerophosphate). Mice were fasted overnight before preparing liver nuclear extracts (each IP had the extract equivalent of ~1/6 th of an entire liver). The band(s) that corresponds to CBP (if any) are uncertain but no high MW bands were dependent on PKC iota. Identity of the ~70 KDa phosphoprotein is unknown. (C) Purified GST proteins used for phosphorylation assay in Fig. S6D . Coomassie Blue stain of fulllength GST-CBP-310-452 with a C-terminal FLAG epitope tag (and indicated mutants) purified from E. coli using glutathione and FLAG affinity. GST-CREM and GST lack a FLAG tag and were purified using glutathione affinity only. Equal volumes (7.5 μl) were loaded on the gel and 2.5 μl was used for each reaction in the kinase assay in Fig. S6D . (D) Purified GST-CBP-310-452-FLAG proteins are not measurably phosphorylated at Ser436 by recombinant PKC iota in vitro. Autoradiogram following kinase assays using 2.5 μl of purified GST fusion proteins shown in Fig. S6C . GST is a negative control and GST-CREM is a positive control (note also PKC-iota autophosphorylation). 2.5 μl each of GST-CREM and GST-CH1 were mixed in reactions 11 and 12 to test for PKC inhibitory activity but none was detected. All reactions contain equal amounts of glutathione and FLAG peptide (used to release the proteins from affinity beads); 5 μM [
